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Fig.1 Identification of His6-IbeB fused protein expression
in transfected HeLa cells
Hehibl ~5: Different HeLa cell clones stably transfected with ibeB
gene; Hehv: HeLa cells stably transfected with pcDNA3.1/HisC vector.
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Fig.2 The morphological changes of HeLa cells expressing
IbeB

Vector: HeLa cells stably transfected with pcDNA3.1/HisC vector; tbeB:

HeLa single-clone cells stably transfected with ibeB gene (Black arrows

points to the lamellipodia, white arrow points to the membrane ruffles)
(50x) .
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Fig.3 The actin filament of HeLa cells expressing IbeB visualized by immunofluorescence
Immunostained cells were visualized using fluorescence microscopy(a) and confocal laser scanning microscopy (b) (slice thickness: 0.5 pm).
Vector: HeLa cells stably transfected with pcDNA3.1/HisC vector; ibeB: HeLa single-clone cells stably transfected with ibeB gene. Membrane

ruffles at the edge of lamellipodia are shown by white arrows.
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Fig.4 Cell spreading ability analyzed by cell spreading
assay
(a) Cell spreading visualized by phase-contrast microscope(Black arrows
points to the lamellipodia). (b)Statistical analysis of three independent
experiments. Each number represents x +s from three independent
experiments, ** P<0.01. Vector: HeLa cells stably transfected with
pcDNA3.1/HisC vector; ibe B: HeLa single-clone cells stably transfected
with ibeB gene.
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Fig.5 Cell-substratum adhesion ability analyzed by
cell adhesion assay
Vector: HeLa cells stably transfected with pcDNA3.1/HisC
vector; itheB: HeLa single-clone cells stably transfected with
ibeB gene. Each number represents x+s from three independent

experiments, ** P<0.01.

Vector ibeB

20 wm

Fig.6 The vinculin expression of HeLa cells expressing
ibeB visualized by immunofluorescence
Vector:HeLa cells stably transfected with pcDNA3.1/HisC vector;
ibeB: HeLa single-clone cells stably transfected with tbeB gene. White

arrows points to the typical dot-like focal adhesions.
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Expression of ibeB, an Invasion Gene of E.coli Contributing to Crossing
of The Blood-brain Barrier, Triggers Lamellipodial Protrusion in HeLa Cells’

ZHAO Wei-Dong, CHEN Yu-Hua™
(Department of Developmental Biology, China Medical University, Key Laboratory of Cell Biology,
Minisiry of Public Health, Shenyang 110001, China)

Abstract Several E.coli determinants contributing to invasion of brain microvascular endothelial cells (BMEC)
had been previously identified in vitro, including ibe B gene. In order to further characterize the role of the invasion
locus ibeB in the absence of other E.coli K1 factors, the ibeB gene was subcloned into eukaryotic expression vector
pcDNA3.1/HisC and transfected into HeLa cells. As a result, the HeLa cells expressing ibeB showed dramatic
morphological changes comparing to the control, such as the obvious lamellipodial protrusions and membrane
ruffles at the periphery of cells due to filamentous actin rearrangement. Cell-substratum adhesion ability and cell
spreading ability of ibeB-transfected Hela cells were increased. Furthermore, ibeB could promote the aggregation
of vinculin, which play a key role during focal adhesion formation. This first report provides experimental proof to

probe the function of ibeB in the process of E.coli K1 invasion and the mechanism of lamellipodial protrusion.

Key words ibeB, Escherichia coli, HelLa, cytoskeleton, lamellipodia
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